Nine short tandem repeat (STR) markers on the X chromosome (DXS101, DXS6789, DXS6799, DXS6804, DXS7132, DXS7133, DXS7423, DXS8378, and HPRTB) were analyzed in four population groups (Mongol, Ewenki, Oroqen, and Daur) from Inner Mongolia, China, in order to learn about the genetic diversity, forensic suitability, and possible genetic af f inities of the populations. Frequency estimates, Hardy-Weinberg equilibrium, and other parameters of forensic interest were computed. The results revealed that the nine markers have a moderate degree of variability in the population groups. Most heterozygosity values for the nine loci range from 0.480 to 0.891, and there are evident dif ferences of genetic variability among the populations. A UPGMA tree constructed on the basis of the generated data shows very low genetic distance betweent Mongol and Han (Xi'an) populations. Our results based on genetic distance analysis are consistent with the results of earlier studies based on linguistics and the immigration history and origin of these populations. The minisatellite loci on the X chromosome studied here are not only useful in showing signif icant genetic variation between the populations, but also are suitable for human identity testing among Inner Mongolian populations.
Introduction
The Inner Mongolia Autonomous Region of China is a region with diverse genetic and cultural fusion, where there settled 49 ethnic groups with lots of differences in language, culture, immigration history, and traditional occupation (http://www.nmg.gov.cn/ zjnmg/rwli.htm). All these implicate that there may be different genetic structures among the populations. Therefore, it is a native genetic pool to study the genetic relationship among the Inner Mongolian populations, which could have significant contributions to population genetic diversity, disease linkage analysis, and forensic casework.
The X chromosome short tandem repeats (XSTRs) have been recently recognized as useful tools in forensic kinship testing (1) (2) (3) and disease linkage analysis (4) (5) (6) . The highly effective strategy of X chromosome microsatellite haplotyping requires the *Corresponding author. E-mail: shengbinlee@mail.xjtu.edu.cn description of numerous STR markers. A number of genetic studies based on traditional serological and other protein markers have been carried out on Inner Mongolian populations, and some data on STR genetic markers have also become available, which were mainly reported as frequency data from individual populations, with information about Hardy-Weinberg equilibrium and other parameters of forensic interest (7) (8) (9) (10) . However, few of these studies were aimed to comprehensively analyze X-STRs and the level of anthropological substructure in these populations. Here we present the data for X-STR markers after extensively investigated the genetic background of different Inner Mongolian populations, in order to add new XSTRs to the panel of X chromosome markers and to the genetic pool of Inner Mongolia area, which will contribute to general forensics, anthropological genetic study, and disease genetic study.
Results
Nine STR markers on the X chromosome (DXS101,  DXS6789, DXS6799, DXS6804, DXS7132, DXS7133,  DXS7423, DXS8378 , and HPRTB) were analyzed in four population groups (Mongol, Ewenki, Oroqen, and Daur) from Inner Mongolia, China. We examined the observed value and expected value of the genotype for these X-STR loci using the statistical method χ 2 test. The results indicate that the distribution of the genotype at the loci coordinates with the Hardy-Weinberg law (P >0.05). Allele frequency distributions and polymorphism indexes were estimated for these X-STR loci in the four populations as provided below. The allele frequencies of both male and female were calculated respectively. The loci that have differences between male and female were excluded when analyzing the allele frequencies of the whole population.
Allele frequency and polymorphism valuation for Mongol population
From 100 unrelated individuals of Mongol population, we detected 61 alleles with frequencies between 0.0069-0.5724 ( Table 1 ). The polymorphism indexes of these loci are shown in Table 2 , which reveals that DXS7133 and DXS7423 have lower polymorphism in Mongol population and are not suitable for forensic identity. Table 1 Allele frequencies of nine X-STR loci in Mongol population (n=100)* 
The locus DXS7423 that has differences between male and female was excluded. 
Allele frequency and polymorphism valuation for Ewenki population
From 99 unrelated Ewenki individuals, we detected 51 alleles with frequencies between 0.0052-0.6407 (Table  3 ). The nine loci in Ewenki population all showed moderate degree of polymorphism and forensic application value (Table 4) .
Allele frequency and polymorphism valuation for Oroqen population
From 108 unrelated individuals of Oroqen, we detected 55 alleles with frequencies between 0.0096-0.6258 (Table 5 ). Except DXS7423, the other loci in Oroqen population showed moderate degree of polymorphism and forensic application value (Table 6 ).
Allele frequency and polymorphism valuation for Daur population
From 87 unrelated individuals of Daur, we detected 51 alleles with frequencies between 0.0161-0.6935 (Table  7) . Except DXS7133, the other loci in Daur population showed moderate degree of polymorphism and forensic application value (Table 8) .
Genetic distance and hierarchical cluster analysis
With the allele frequencies of the nine X-STR loci and other data from our laboratory, we calculated the genetic distance between the four populations and the Han population in Xi'an, China ( Table 9 ). Based on the genetic distance, a UPGMA (Unweighted Pair- Table 3 Allele frequencies of nine X-STR loci in Ewenki population (n=99) 
The locus DXS101 that has differences between male and female was excluded. Group Method using Arithmetic averages) tree and a hierarchical cluster were constructed to depict the genetic affinities (Figures 1 and 2 ). The tree shows three distinct branches, demonstrating the low genetic distance between Mongol and Han (Xi'an) as well as between Oroqen and Daur.
Discussion
The different distributions of allele frequency and genotype frequency of the four populations indicate that each population has its own characteristics of genetic structure. As to the total 218 alleles of the nine X-STRs with allele frequencies between 0.0052-0.6935, the low-frequency alleles, however, are different from group to group. One possible explanation of such allelic distribution could be the evolutionary antiquity of the alleles, which suggests that the most common alleles are the oldest, while the wider distribution of the low-frequency alleles is a reflection of rates and types of mutations (11 ) . According to the polymorphism index results, we sorted the loci DXS6789, DXS7132, DXS6804, and HPRTB as "highest diversity genetic markers", and the loci DXS101, DXS8378, and DXS6799 as "higher diversity genetic markers". The high level of genetic heterogeneity observed in these STR markers across the populations indicates their utility in human identification for forensic purposes as well as in population genetics (12 ) .
The genetic distance, hierarchical cluster analysis, and pattern of the UPGMA tree reflect the ethnic background of the Inner Mongolian populations. Considering the linguistics affinity, immigration history and origin of these populations, the close genetic 
The locus HPRTB that has differences between male and female was excluded. affinity between Mongol and Han (Xi'an) as well as between Oroqen and Daur populations suggest that the two groups in each pair could have the same origin with recent separation from common stock, or they are two different groups with extensive gene flow between them (13 , 14 ) . The Ewenki population, however, constitutes a separate branch with the other population groups. On the other hand, the close genetic distance between Mongol and Han (Xi'an), despite occupying far-off geographical areas, suggests that ethnic affiliation plays a greater role in genetic distance and gene flow among population stocks rather than geographical location (13 , 15 ) . However, the genetic analysis of Oroqen and Daur populations shows roughly concordance with social cultural and geographical factors, which may be the results of gene flow and immigration operating between these two population stocks. Our results suggest that the microsatellite loci studied here are not only useful in showing significant genetic variation between the populations, but also are suitable for human identity testing among Inner Mongolian populations.
Materials and Methods
Sample collection, DNA isolation, and allele typing
Whole blood samples in EDTA-coated Vacutainer tubes (Becton Dickinson, Franklin Lakes, USA) were obtained with informed consent from 394 unrelated donors, including 100 Mongol, 99 Ewenki, 108 Oroqen, and 87 Daur individuals. Community, health status, and family disease history were recorded on blood donor cards of the DNA typing unit. Genomic DNA was extracted by the Chelex-100 method (16 ) . The amplification was performed using a 13 µL final reaction volume containing 1 ng of sample DNA and 0.5 unit of Taq DNA polymerase with STR buffer and specific primers. Denaturing polyacrylamide gel electrophoresis and silver staining were used to detect the allele fragment. The allele ladder used was developed by cloning technique.
Statistical analysis
SPSS12.0 software (www.spss.com) was used to calculate the allele frequency, genotype frequency, genetic distance, forensic index, and so on. Hardy-Weinberg equilibrium was performed by Genepop software (17 ) . MEGA3.1 software (18 ) was used to construct the phyletic cladogram tree.
